
 5

 

Fig. 9. Temperature dependence of functional expression of EosFP and its engineered forms. 

HEK293 cells were transfected with pcDNA3 vectors coding for wild-type EosFP (WT), its 

dimeric mutant T158H (d2EosFP) and its monomeric variant V123T/T158H (mEosFP). The 

proteins were expressed in fusion with an N-terminal FLAG tag; cells were cultured at 28°C 

and 37°C and imaged after 24 h using a Leica fluorescence microscope (see Materials and 

Methods). Exposure times of the images are given in the lower right of the panels. At 37°C, 

green fluorescence of comparable intensity is visible in cells expressing the wild-type protein 

and the dimer T158H (A, B), whereas a very weak fluorescence signal is detected after 500-

ms exposure for mEosFP (C). At 28°C, however, fluorescence of about half the intensity of 

the wild-type protein appears for this mutant (D). Cells incubated at 37°C were harvested and 

lysed. The protein concentration of the lysates was determined using a Bradford assay (Bio-

Rad, Hercules, CA). Equal amounts of protein were separated by SDS/PAGE and blotted on a 

nitrocellulose membrane. After Ponceau staining (E), the bands of EosFP and mutants were 

stained with an anti-FLAG antibody (F). The expression levels detected by both methods 


